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We reported the effects of serine protease inhibitors on the interaction of platelet cytoskeletal proteins.
Serine protease inhibitors such as PMSF, FOY-007 or FUT-175 and aspirin inhibited the incorporation of myosin heavy chain into the 1 % Triton X-100 insoluble residue during the aggregation induced by ADP. FUT-175 also suppressed the incorporation of actin binding protein and fibrinogen into the cytoskeletons.
This may result in the inhibition of not only the second aggregation but also the primary wave of aggregation.
Anti-hydrolytic activity of FUT-175 against trypsin was recovered in cytosol fraction at least 2 x 10-6M, when platelets were incubated with this agent, 10-4M. This seems to indicate that FUT-175 has unique site (s) of action in cytosol which is related to the inhibition of integration of cytoskeletons during the process of platelet aggregation besides it's action on arachidonate metabolism.
In fact, zymogram of platelet cytosol fraction with Tosyl-L-lysine a-naphthyl ester as substrate, demonstrated 5 active bands (pl. 9.2, 8.1, 6.25, 5.9, 5.3, 4.4) .
Some of these cytosomal serine proteases might act as an important role in the formation of cytoskeletons during the process of platelet reaction. Platelet rich plasma was incubated with 5 uM of ADP in the absence (1-a A) or the presence (1-a B) of FUT-175, for various periods of time indicated in the figure 1-b. Then the platelets were extracted with 1% Triton X-100, and the insoluble residue was separated by centrifugation.
The residue thus obtained was treated with 2% SDS 2% Q-mercapto ethanol, and applied to 5-20 % gradient gel. (Fig. 1-a) The gel was stained with Coomassie Brilliant Blue and the area of individual peak was measured on densitometry scan. The amount of proteins increased in the insoluble residue were expressed as a ratio to those of intact platelets. (Fig. 1-b For the preparation of zymogram of platelet cytosomal proteins, polyacrylamide disc gel electrophoresis was carried out in the presence of 8 M urea and 2% ampholine (pH 3-10). After electrophoresis, the gel was incubated with substrate buffer solution containing 0.5pM of TLNE, 1 mM CaClz and 1 mM MgC12. Then 1/10 volume of 1 % Fast Violet B solution was added and the gel was left to stand at the room temperature.
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